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pathway relationships. Networks of genes involved with extracel- 
lular matrix turnover and TGF beta signaling were represented in 
some of these analyses and show good concordance with known 
disease pathogenesis. Examination of gene expression levels for 
a serine protease and a matrix metalloproteinase in individual 
samples showed strong upregulation throughout he early post 
surgery time points. 
Conclusions: Comprehensive analysis of the dysregulated 
genes identified in this study using the ACLT canine model of 
CA will provide important validation of the model and important 
insight into osteoarthritic disease. While most of this work must 
await complete annotation of the canine CA transcripts, we have 
already identified some of the canine probe sets for genes of 
known importance in the pathogenesis of CA. 
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Purpose: To study the expression of osteoprotegerin (OPG) and 
osteoprotegerin Ligand (OPGL) in the chondrocytes of rabbit em- 
poromamdibular condyle with anterior disc displacement. 
Methods: Twenty healthy adult Japanese rabbits (from medical 
animal center of Zhejiang University) weighing from 2 to 3 kg 
were used in this study. Sixteen rabbits were subjected to surgical 
anterior disc displacement (ADD) in the right temporomandibular 
joints (TMJ). Every four rabbits were sacrificed 1, 2, 4, 8 weeks 
post-surgery. The other 4 rabbits without operation as control. 
The anterior disc displacement of temporomandibular joint was 
confirmed by microscopy. The expression of OPGand OPGL in 
condyle was examined by S-P immunohistochemical staining. 
Results: The experimental nd control animals tolerated the sur- 
gical procedures well. All experimental animal suffered from disc 
displaced anteriorly. The expression of OPG and OPGL were de- 
tected in the chondrocytes in proliferating zone and hypertriophy 
zone of the condyle in all animals,include the experimental and 
control groups. However, the OPG or OPGL immunstaing were 
stronger in the experimental group. There were significant differ- 
ence in average gray degree (P<0.05) between the experimental 
and control groups. 
Conclusions: the expression of OPG and OPGL was increased 
in chondrocytes of rabbit temporomandibularjoint after ADD. The 
ratio of OPG and OPGL might direct the prognosis of the tem- 
poromandibular disc displacement. 
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Introduction: The major proteoglycan of articular cartilage, ag- 
grecan is a substrate for the protease ADAMTS4 (aggrecanase 
1) that cleaves aggrecan within the intraglobular domain and at 
various other C-terminal sites. The loss of aggrecan due to "ag- 
grecanase" activity is an early event in the development of os- 
teoarthritis. It has been shown that proteolytic truncation of the 
C-terminus of ADAMTS4 can alter its substrate specificity and 
activity. Thus, it is possible that alternative splicing of the exons 
within the C-terminus of ADAMTS4 would have a similar effect. 
To date the occurrence of alternative spiced forms of ADAMTS4 
have not been reported. 
Methods: Synovium from patients with CA undergoing joint re- 
placement was excised and digested with DNase and colla- 
genase prior to culture. Cells were washed in PBS and re- 
suspended in TRI-reagent prior to total RNA purification using 
RNeasy columns. RT-PCR was performed using GeneAmp RNA 
PCR kit with Oligo-dT used for the first strand. ADAMTS4 frag- 
ments were amplified using a series of primer pairs encompass- 
ing intron/exon boundaries. PCR products were sequenced using 
BigDye v1.1. 
Results: RT-PCR on cultured IL-1 treated human CA chondro- 
cytes with the ADAMTS4 primer pairs resulted in the production 
of the expected sized products that DNA sequence analysis con- 
firmed to be ADAMTS4. However, using RNA purified from cul- 
tured CA synovium and a primer pair that amplifies a product 
containing the exon8/9 boundary, two PCR products were ampli- 
fied; the expected product and a smaller product. DNA sequenc- 
ing confirmed that the expected product was ADAMTS4. How- 
ever, the smaller product, although identified as ADAMTS4, was 
found to be missing 161 bp within exon 9. The PCR was repeated 
on tissue from a total of four patients with identical results. Sim- 
ilar results were obtained using primers upstream of the original 
primers but encompassing the deletion. RT-PCR was also per- 
formed with the original primers on RNA extracted from uncul- 
tured CA synovium and again the DNA sequencing revealed that 
the expected band and the band containing the deletion were pro- 
duced. Both bands were also found in RNA extracted from cells 
preparations enriched for synovial fibroblasts. 
Discussion: Our data suggests that in addition to producing the 
normal ADAMTS4 transcript, human synovium produces a tran- 
script that is missing 161bp from exon 9. This deletion is not a 
PCR artefact, as other primers spanning this region also amplify 
a product with the deletion, nor can it be an artefact of culture 
as it was also amplified from RNA extracted directly from syn- 
ovium. The deletion in exon 9 results in a frame shift, so that if 
this alternative spliced transcript of ADAMTS4 is translated, the 
resultant protein would have an altered C-terminal region. Due 
to the alteration of the C-terminus, this protein may have altered 
specificity and activity and also contribute to matrix degradation 
at the articular surface. 
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Aims: Value the active proliferation of mesenchymal cells in rab- 
bit full-thickness defects of articular cartilage after application of 
HA and the synergy with PRGE 
Methods: 5 mm diameter x 4 mm deph cylindrical defects were 
created in the femoral trochlea of 30 rabbit knees. Ten animals 
received intraarticular injections of activate HA (0,3mg/kg) (Hyal- 
gan, Bioib~rica, Palafolls. Barcelona-Spain), ten with SSF (PCB 
group)(Fisiol6gico Braun, BBraun. Rubf, Barcelona-Spain) and 
the other with PRGF + HA even 2 days, being the first injec- 
tion during the surgery. PRGF was obtained after venous blood 
centrifugation and added 5% of CI2Ca (Cloruro C~.lcico Braun 
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10%, BBraun. Rubf, Barcelona-Spain) to activate. The animals 
were sacrificated at 7 and 14 days after to begin the treatment. 
Hematoxyline-Eosine and anti-proliferating cell nuclear antigen 
(PCNA) monoclonal antibody were used to stained the samples 
and to value total cell density and undifferentiated messenchy- 
mal cells respectively in the tissue repair. Statistical for Windows: 
ANOVA Tukey test with p<0,05 was used to statistical analysis. 
Results: At 7 days cell density was higher statistically in PRGF + 
HA and HA respect PCB group, but at 14 days had not statistical 
diferences among three groups. The relation PCNA/Cell Density 
was higher statistically in PCB group than PRGF + HA and HA 
group at 7 days, but at 14 days did not exist (Table 1). 
Table 1 
Group Total Density PCNA-positive cells 
(cells × 10-3/mm 2) (% of total) 
7d~s 14d~s 7d~s 14d~s 
PCB 0.16 ± 0,05 b 0.42 ± 0.07 60.54 ± 21.64 a 15.28 ± 8.39 
HA 0.41 ± 0.08 a 0.39 ± 0.08 8.43 ± 2.80 b 6.10 ± 3.18 
PRGF+HA 0.42±0.13a 0.37±0.16 31.66±27.72b 16.03±6.90 
Values are means ± SD for five animals, a and b P< 0,05 among three 
groups. 
Discussion and Conclussion: PRGF and HA association and 
HA had a tissue repair level more advanced than PCB. At 7 days 
the results showed statistical diferences in both parameters but 
at 14 days the parameters are similar. 
The HA produced an increase in the articular cartilage repair ve- 
locity, although the association with PRGF did not show statistical 
diferences, a major response in the tissue repair with the PRGF 
and HA synergy was seen. 
We think that the undifferentiated cells find in early repair periods 
and the HA and PRGF induce to arrive to a peak of response 
before 7 days. Therefore, we think that it is necessary to make an 
study to evaluate the tissue repair in a shorter period of evolution. 
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Aim of the s tudy Gold sodium thiomalate (aurothiomalate) is 
widely used in the treatment of arthritis. Inducible prostaglandin 
synthase (cyclooxygenase-2, COX-2) and inducible nitric ox- 
ide synthase (iNOS) are expressed in rheumatoid and os- 
teoarthritic artilage and produce high amounts of proinflamma- 
tory prostanoids and nitric oxide (NO) in the joint. In the present 
study we investigated the effects of aurothiomalate on interleukin 
(IL)-I I~ -induced COX-2 and iNOS expression and prostaglandin 
E2 (PGE2) and NO production in immortalized murine H4 chon- 
drocytes*. 
Results Aurothiomalate inhibited IL-11~ -induced COX-2 and 
iNOS expression at mRNA and protein level, and subsequent 
PGE2 and NO production in a dose-dependent manner in chon- 
drocytes. The effect was found at drug concentrations that 
are achieved clinically. Aurothiomalate suppressed also IL-11~ - 
induced activation of NF-KB, which is an important transcription 
factor for both iNOS and COX-2. 
Conclusions Aurothiomalate suppressed IL-1 I~ -induced COX-2 
and iNOS expression in chondrocytes. The results suggest an 
additional anti-inflammatory mechanism for aurothiomalate. 
*Murine H4 chondrocyte cell line was kindly provided by Peter 
van der Kraan from Laboratory of Experimental Rheumatology, 
University Medical Center Nijmegen, Netherlands. 
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Osteoarthritic hondrocytes exhibit abnormal metabolic features. 
These changes consist of reduced content and rate of net syn- 
thesis of proteoglycans (PG), mainly due to increased degrading 
enzymes, including metalloproteinases. Several strategies have 
been utilized in an attempt to replenish this pathological hall- 
mark of osteoarthritis - the depletion of PG- glycosaminoglycans 
(GAG) content, with very limited success. 
Angiotensin converting enzyme (ACE) belongs to the family of 
metalloproteinases, which are involved in the regulation and acti- 
vation of enzymatic systems that cause damage in tissues such 
as cartilage. ACE catalyses the formation of angiotensin II (All) 
from its inactive precursor angiotensin I. All exerts its biologi- 
cal effects via specific cell-surface receptors, AT1 and AT2. The 
above receptors regulate vasoconstriction, stimulate angiogene- 
sis, induce fibroblast proliferation and various growth factor ex- 
pressions. Drugs which belong to the families of ACE inhibitor 
(ACEI) and angiotensin receptor antagonist (blocker) (ARB) in- 
hibit the ailing effects of All on cartilage. 
In the present study, we utilized a system of cultured chon- 
drocytes simulating osteoarthritic conditions (using puromycin, 
puromycin aminonucleoside, IL I~1 & bacterial LPS). Incuba- 
tion of cultured chondrocytes with puromycin (101~g/ml) led to 
a decrease in PG-GAG synthesis to 554-1.5%(4-SD) of con- 
trol. ACEI and ARB treatment restored PG-GAG synthesis 
to 844-16%(4-SD) of control levels, despite the presence of 
puromycin. This implies that inhibition of All may modify the syn- 
thesis of PG-GAG in chondrocytes, and confer beneficial effects 
in this model of osteoarthritis. 
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Aims: Value the active proliferation of mesenchymal cells in rab- 
bit full-thickness defects of articular cartilage after application of 
PRGE 
Methods:  5 mm diameter x 4 mm deph cylindrical defects were 
created in the femoral trochlea of 20 rabbit knees. Ten ani- 
mals received intraarticular injections of activate PRGF and other 
ten with SSF (PCB group) (Fisiol6gico Braun, BBraun. Rubf, 
Barcelona-Spain) even 2 days, being the first injection during the 
surgery. PRGF was obtained after venous blood centrifugation 
and added 5% of CI2Ca (Cloruro C~,lcico Braun 10%, BBraun. 
Rubf, Barcelona-Spain) to activate. The animals were sacrificated 
at 7 and 14 days after to begin the treatment. Hematoxyline- 
Eosine and anti-proliferating cell nuclear antigen (PCNA) mono- 
clonal antibody were used to stained the samples and to value to- 
